Asymmetric PCR-based strategy for genetic analysis of the p53 tumor suppressor gene in cell lines and tumor tissues.
A novel strategy for genetic analysis of the p53 tumor suppressor gene is described, based on direct sequencing of the asymmetric polymerase chain reaction (PCR) products. A set of 10 PCR primers was designed which allows to amplify and sequence highly conserved regions of the molecule, i.e. the target areas of p53 mutations. The stepwise optimization of RNA isolation, cDNA synthesis, PCR amplifications and sequencing resulted in a procedure which is faster and more reliable than the techniques used to search for p53 mutations so far. This and similar strategies should be applicable to the study of genetic alterations in antioncogenes or other classes of genes which suffer from subtle mutations potentially scattered along large segments of the molecule.